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ENZYME ARRAY AND ASSAY 
CROSS REFERENCE TO RELATED APPLICATIONS 

This application claims priority from GB031 1946.8, filed May 23, 2003, GB0224872.2, filed 
October 25, 2002 and PCT/EP02/14859, filed December 20, 2002 each of which is hereby 
incorporated by reference in its entirety. 

FIELD OF THE INVENTION 

The present invention relates to an enzyme array and assay and more particularly to a kinase 
array and assay for use with a mass spectrometer, particularly, though not exclusively, a laser 
desorption/ionisation, such as a MALDI mass spectrometer. 

BACKGROUND TO THE INVENTION 

Proteomic applications for mass spectrometry have seen a strong growth in recent years. 
Analytical methods used in proteomics are mainly based on 2D-gel electrophoresis for 
protein separation, and either mass spectrometry or Edman degradation for protein 
identification. The limitations of 2D gel electrophoresis include relatively poor resolution, 
sensitivity and reproducibility. As a result proteomic methods which avoid 2D-gel 
electrophoresis such as Isotope Coded Affinity Tag (ICAT) l , Tandem Affinity Protein 
(TAP) 2 purification and the use of protein microarrays 3 are gaining popularity. 

Furthermore, these new methods have broadened the scope of proteomics from collecting and 
cataloguing differential expression data to a stage where relations between molecules can be 
assigned and this has been referred to as functional proteomics. Protein microarrays have 
recently been used to analyze 119 yeast kinases 4 and a major fraction of the yeast proteome 5 . 

Protein microarrays have been analyzed by enhanced chemi-luminescence (ECL), fluorescent 
or radioactive labels or via antibody based detection systems, but not to date by mass 
spectrometry. 

The current reliance on the use of labeled ligands, such as antibodies or labeled probes, to 
analyze protein microarrays imposes constraints on the applications for protein microarrays. 
Hence a sensitive label free detection system would be of great advantage and would broaden 
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the range of application to areas where labeled compounds either are not available, or are too 
expensive or where labeling would fundamentally alter the properties of the ligand. Such a 
label free method would be particularly useful in the early stages of drug discovery, where 
great numbers of compounds are screened against proteins. 

Such a mass spectrometry probe, upon which an enzyme microarray has been fabricated, 
enables interrogation of enzymatic reactions and the effect compounds have thereon in a 
label-free manner by desorption and ionisation of reactants and products. The probe and 
methods are particularly useful in the drug discovery process, for example in hit series 
evaluation, lead optimisation, predictive toxicogenomics and metabolite profiling. 

The probes and method could however be used as a diagnostic tool to both diagnose disease 
states and monitor disease progression. 

SUMMARY OF THE INVENTION 

According to a first aspect of the invention there is provided a method of determining the 
activity of an enzyme, or the effect a test compound has on the activity of the enzyme, using 
mass spectrometry comprising: 

i) providing a probe carrying an immobilised enzyme; 

ii) optionally introducing the test compound; 

iii) introducing one or more reactants to the immobilised enzyme for a time, 
and in a form sufficient for a reaction to take place; 

iv) drying the probe; 

v) subjecting the probe to mass spectrometry; and 

vi) determining the activity of the enzyme, or the effect the test compound had 
on the activity of the enzyme, by detecting the presence and/ or absence of 
one or more products and/ or the one or more reactants. 

Preferably the mass spectrometry uses a MALDI mass spectrometer. However, since the 
principal mass spectrometry requirement for analysis is that the molecule be converted to 
gaseous ions, the skilled person will appreciate that numerous other mass spectrometry 
methods which enable this ionisation event can also be used, including without limitation: 
laser desorption-ionisation mass spectrometry; matrix-assisted laser desorption-ionisation 
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(MALDI) mass spectrometry; desorption-ionisation on silicon (DIOS) mass spectrometry; 
electrospray ionisation mass spectrometry; and atmospheric pressure ionization (API) mass 
spectrometry. Clearly fourier transform mass spectrometry (FT/MS) methods such as fourier 
transform ion cyclotron resonance (FT-ICR) mass spectrometry can be used to enhance the 
mass accuracy of the various ionisation methods. 

For example, in the case of electrospray ionisation methods, enzymes can be immobilised on 
individual nozzles of a multi-nozzle spraying probe (for example the NanoMate-100 
nanoelectrospray probe sold by Advion), the reactions carried out by introducing one or more 
reactants into each nozzle, introducing the probe into the spectrometer and ionising the 
reactants and products by electrospray ionisation. 

Whilst the method can be used to study any enzymatic reaction where one or more reactants 
are converted to one or more products and either the reactants and or the products can be 
discerned using e.g. MALDI mass spectrometry it is particularly suitable as a method for 
investigating kinases as all kinases use and / or generate a nucleotide tri phosphate (NTP) or a 
nucleotide di phosphate (NDP) e.g. adenine tri phosphate (ATP) or adenine di phosphate 
(ADP) which can be readily and distinguishably detected. The skilled person will understand 
that other nucleotide species such as guanine, uridine and cytosine may also be used, 
although adenine is preferred due to the fact it provides for a more sensitive assay as 
detection can be achieved at pico (10~ 12 ) Molar levels. Sensitivity is improved using MALDI 
mass spectrometry due to the enhancing effects of matrix. 

In one embodiment step ii) is essential, and the effect the test compound has on the enzymatic 
activity is determined by comparison with the results obtained where the test compound is 
absent. The assay may be run on a single array, by running two or more assays in parallel, or 
by comparison to a standard. The test compound may be added pre, post or most preferably 
with the one or more reactants. 

The method may be used to provide either a qualitive or quantitive result. 

Preferably the method will determine the activity of one or more kinases or the effect a test 
compound has on the activity of one or more kinases by using MALDI mass spectrometry. 
Thus a kinase array for use in the method may comprise one or more kinases, for example, at 



WO 2004/038040 PCT/IB2003/005427 

4 

least 10, through 25, 50, 75, 100, 200, 300 or more of the some 500 plus kinases of the 
kineome. These may be arranged on a microarray, each kinase being deposited at a discrete 
target area. 

For a kinase assay the one or more reactants may comprise a phosphate donor, a phosphate 
acceptor and a divalent cation. The phosphate donor may be a phosphorylated substrate and 
the phosphate acceptor may be a nucleotide di phosphate (NDP). The simplicity of the 
method resides in the fact that these reactants are common to all kinase reactions thus 
enabling a single set of conditions to be applied across a range of kinases. This means the 
assay is robust and enables it be used for high throughput screening. 

Of course it is possible to use discrete as well as generic substrates and examples of kinases 
and their substrates are shown in Tables 1 and 2, annexed hereto. 

In one embodiment the phosphate donor is a nucleotide tri phosphate (NTP) and the 
phosphate acceptor is a substrate to be phosphorylated. Preferably the divalent cation (M 2+ ) is 
magnesium or manganese. 

In another embodiment the product is a nucleotide tri phosphate or a nucleotide di phosphate, 
the presence of which is detected. Of course since a typical kinase reaction is reversible the 
reactants may be the products and vice versa. 



Typical reaction: 

(Reactants) 
E.g. Glucose + ATP — > 
Hexokinase/ Mg 2+ 
(Products) <— 



(Products) 

Glucose 6 phosphate + ADP 

(Reactants) 



Typically the nucleotide tri phosphate or nucleotide di phosphate are detected as [NTP] " or 
[NDP]" and / or as one or more adduct peaks thereof. The one or more adduct peaks are 
typically adduct peaks with a monovalent cat ion (M*) (e.g. Na, K, Li.) depending on the 
reagents / buffers used. The one or more adduct peaks may, for example, include [ATP M]\ 
[ATP M 2 ] and [ATP M 3 ] ' and / or [ADP M]\ [ADP M 2 ] and [ADP M 3 ] 
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An important factor in being able to achieve good detection is in the selection of a low salt 
buffer. Preferably the low salt buffer is a "semi volatile buffer" such as, ammonium 
bicarbonate buffer. Such buffers do not leave a residue on evaporation as they are converted 
into gases, which in the case of ammonium bicarbonate are ammonia, carbon dioxide and 
water. Alternatively, since the reaction mix need only be a "low salt" buffer at the point of 
vaporisation/ionisation it would be possible to use a buffer containing a higher concentration 
of a semi-volatile salt and then, after the reaction is finished, remove the semi-volatile buffer 
in vacuo (either in the mass spec vacuum chamber or in an external vacuum chamber). This 
however is more complex and less desirable. 

A further and significant feature of the invention resides in the fact that in a kinase assay the 
detected products/ reactants are small; typically less than 1000 daltons and consequently the 
mass spectrometry analysis can be conducted without having to overlay the probe with 
energy absorbing molecules (matrix). This simplifies and speeds up the procedure as well as 
saving costs. However, the addition of matrix increases sensitivity. 

Where energy absorbing molecules are applied these should be applied to the probe in 
register with the immobilised enzyme. 

The one or more reactants, and if present the test compound, are preferably introduced to the 
immobilised enzyme in a compartmentalised form, such as in the form of a droplet. 
Preferably the droplet has a volume of less than 1 microlitre. 

Additionally it is preferred that the assay is conducted in a humid environment. 

Of course, as well as kinases the method of the invention is applicable to other enzymes. 
Thus, it is possible to study enzyme reactions of immobilized proteins on protein arrays by 
mass spectrometry wherever the reactants and / or products are ionisable and where the 
enzymatic reaction leads to a mass change in the reactant and or product. This can be the case 
for Oxidoreductases, Transferases, Hydrolases, Lyases and Ligases. 

Typical subclasses of enzymes from these groups of enzymes are listed in table 3 below: 
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Subclass 


Name 


EC1 


Oxidoreductases 


EC 1.1 


Acting on the CH-OH group of donors 


EC 1.2 


Acting on the aldehyde or oxo group of donors 


EC 1.3 


Acting on the CH-CH group of donors 


EC 1.4 


Acting on the CH-NH 2 group of donors 


EC 1.5 


Acting on the CH-NH group of donors 


EC 1.6 


Acting on NADH or NADPH 


EC 1.7 


Acting on other nitrogenous compounds as donors 


EC 1.8 


Acting on a sulfur group of donors 


EC 1.9 


Acting on a heme group of donors 


EC 1.10 


Acting on diphenols and related substances as donors 


EC 1.11 


Acting on a peroxide as acceptor 


EC 1.12 


Acting on hydrogen as donor 


EC 1.13 


Acting on single donors with incorporation of molecular oxygen (oxygenases) 


EC 1.14 


Acting on paired donors, with incorporation or reduction of molecular oxygen 


EC 1.15 Acting on superoxide radicals as acceptor 


EC 1.16 Oxidising metal ions 


EC 1.17 


Acting on CH 2 groups 


EC 1.18 Acting on iron-sulfur proteins as donors 


EC 1.19 Acting on reduced flavodoxin as donor 


EC 1.20 Acting on phosphorus or arsenic in donors 


EC 1.21 Acting on X-H and Y-H to form an X-Y bond 


EC 1.97 Other oxidoreductases 


EC2 


Transferases 


EC 2.1 


Transferring one-carbon groups 


EC 2.2 


Transferring aldehyde or ketonic groups 


EC 2.3 


Acyltransferases 


EC 2.4 


Glycosyltransferases 


EC 2.5 


Transferring alkyl or aryl groups, other than methyl groups 


EC 2.6 


Transferring nitrogenous groups 


EC 2.7 


Transferring phosphorus-containing groups 


EC 2.8 


Transferring sulfur-containing groups 


EC 2.9 


Transferring selenium-containing groups 


EC3 


Hydrolases 


EC 3.1 


Acting on ester bonds 


EC 3.2 


Glycosylases 
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EC 3.6 


Acting on acid anhydrides 


EC 3.7 


Acting on carbon-carbon bonds 


EC 3.8 


Acting on halide bonds 


EC 3.9 


Acting on phosphorus-nitrogen bonds 


EC 3.10 Acting on sulfur-nitrogen bonds 


EC3.11 Acting on carbon-phosphorus bonds 


EC 3.12 


Acting on sulfur-sulfur bonds 


EC 3.13 


Acting on carbon-sulfur bonds 


EC 4 


Lyases 


EC 4.1 


Carbon-carbon lyases 


EC 4.2 


Carbon-oxygen lyases 


EC 4.3 


Carbon-nitrogen lyases 


EC 4.4 


Carbon-sulfur lyases 


EC 4.5 


Carbon-halide lyases 


EC 4.6 


Phosphorus-oxygen lyases 


EC 4.99 Other lyases 


EC 6 


Ligases 


EC 6.1 


Forming carbon — oxygen bonds 


EC 6.2 


Forming carbon — sulfur bonds 


EC 6.3 


Forming carbon — nitrogen bonds 


EC 6.4 


Forming carbon — carbon bonds 


EC 6.5 |Forming phosphoric ester bonds 



Alternatively the method can be used to monitor enzymatic reactions involving co-substrates 
(also reactants in the context of this application) including NAD, NADP, NADH, NADPH, 
ATP, GTP, UTP, CTP, UDP-glucose, UDP-glucosamine, UDP-galactose, 
pyridoxalphosphate, UDP-A^acetyl-D-glucosamine, GDP-D-mannose, dTDP-6-deoxy-L- 
mannose, GDP-6-deoxy-D-talose, UDP-N-acetylmuramate, iS)-3-hydroxyacyl-CoA, S- 
adenosyl-L-methionine, acetyl-CoA, L-selenoseryl-tRNA Scc , 0S)-3-hydroxy-3-methylglutaryl- 
CoA, 5,10-methylentetrahydrofolate, ascorbate, 2-oxoglutarate, glutathione, pyruvate and 
tetrahydropteridine. 

This is particularly useful when the substrates or products are not ionisable or when the 
reaction does not cause a mass change, as is seen for Isomerases (for example phenylalanine 
racemase which is ATP-hydrolysing). Typical isomerases are listed in table 4. 
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Table 4. 



EC6 


Isomerases 


EC 5.1 


Racemases and epimerases 


EC 5.2 


cis-trans-Isomerases 


EC 5.3 


Intramolecular isomerases 


EC 5.4 


Intramolecular transferases (mutases) 


EC 5.5 


Intramolecular lyases 


EC 5.99 Other isomerases 



More specifically, the enzyme is drawn from one or more of the group or groups of those 
enzyme families that are common drug targets, such as protein kinases (including 
serine/threonine kinases and tyrosine kinases), proteases (including serine proteases, cysteine 
proteases, aspartyl proteases and metalloproteinases), carboxylases, esterases, 
phosphodiesterases, protein phosphatases (including tyrosine phosphatases), G-protein 
coupled receptors, ATP-dependent chaperones, cyclooxygenases, cytochrome P450s, 
sialidases, and short-chain dehydrogenases/reductases. 

According to a further aspect of the present invention there is provided a probe for use with a 
mass spectrometer, comprising a support having an electroconductive target surface thereon 
characterised in that the target surface comprises an array having a plurality of enzymes 
immobilised thereon. 

In a preferred embodiment the enzymes are selected from the groups of enzymes listed 
above. Particularly preferred are those enzyme families that are common drug targets, 
particularly though not exclusively kinases. 

Preferably the array is a micro array. 

The enzymes are preferably attached to the probe as fusion proteins, typically via a tag, such 
as, for example, biotin, or a sh ble protein. 

Related aspects to the invention are described in full in a number of the applicant's earlier 
patent applications including WO 01/57198 and are thus not dealt with in depth herein, but as 
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others are as yet unpublished, such as GB 0224872.2, further supporting and related details 
are given below: 

Thus, the probes referred to herein include microarrays, as well as arrays in which the protein 
spots will be visible to the naked eye, and are adapted so that they may be interrogated by 
means of laser desorption/ ionisation mass spectrometry, particularly, though not exclusively, 
matrix assisted laser desorption/ ionisation (MALDI). 

Additional aspects relevant to the invention include methods leading to the production of 
such a probe which can be interrogated by means of laser desorption/ ionisation mass 
spectrometry, particularly matrix assisted laser desorption/ionisation (MALDI) and methods 
of analysing such a probe or protein microarray. 

Thus, the development of a MALDI MS-compatible protein microarray which term includes 
enzyme microarrays was complex since existing methods of forming protein microarrays did 
not transfer readily to a MALDI target. There are a number of reasons why this was the case, 
including the specialised nature of the probe surfaces and the potential for salts present in 
reaction buffers to interfere with the detection method. 

Procedures known in the art for MALDI typically require the co-crystallization of the 
aqueous analyte with acidic energy absorbing molecules, or 'matrix', to promote ionization of 
the analytes (Karas and Hillenkamp, 1988). The method of co-crystallizing analyte and 
matrix for MALDI, as known in the art, typically results in a heterogeneous crystallization 
process and yields discrete, spatially separated crystals that each contains differing amounts 
of matrix and analyte. As a consequence it is often observed that individual crystals contain 
insufficient analyte for analysis by MALDI. This in turn results in a requirement for the 
analyser to sample multiple (i.e. 10-100 or more) discrete locations within a given target area 
in order to obtain a good analyte signal; this is sometime referred to as 'the search for the 
sweet spot". This has previously prevented miniaturization since protein spots needed to be 
large. They were generally in the order of at least 0.5mm 2 . 

In order to generate MALDI MS-compatible protein microarrays, solutions for the 
aforementioned shortcomings of the prior art were required that enabled both miniaturization 
of the target areas and functional analysis of the arrayed proteins. 
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As defined herein a probe is a support which is capable of acting as a target in analysis by 
laser desorption/ionisation mass spectrometry, for example matrix assisted laser 
desorption/ionisation (MALDI). The probe carries the enzymes, e.g. kinases and the reactants 
(and optionally test compounds) are added. After a time sufficient for a reaction to take place, 
and products to be formed, the probes are dried and subjected to mass spectrometry. The 
reactants and or the products interact with the repeller lens of the ion-optic assembly found in 
laser desorption/ionisation time-of-flight (TOF) mass spectrometers of the art, such that the 
converted to gaseous ions which permits analysis. For example, the probes of the invention 
may be derived from targets for MALDI analysis as known in the art, which are treated such 
that a high affinity protein binding moiety e.g. streptavidin, avidin or neutravidin molecules 
are present on the probe surface which bind biotinylated enzymes for subsequent analysis. 
For example, conventional glass or gold MALDI targets may be used. 

As defined herein a micro array is an array where the size of the discrete target areas i.e. the 
individual areas probed by a laser, is in the order of micrometers or less. Whilst at the upper 
end of the scale, around 1000 micrometers diameter, they may be visible to the naked eye at 
the lower end of the scale the discrete target areas will not be clearly distinguished by the 
naked eye. 

The arrays will typically be arranged in matrices comprising several rows and columns. The 
number of discrete target areas will depend upon what is being screened though it is generally 
desirable to have a high density of these discrete areas on the probe surface as this will 
facilitate high through put screening. Typically a probe will comprise at least 10, more 
preferably at least 100, more preferably at least 1000 and as many as 10,000 or more target 
areas produced thereon. (Typically a probe surface will have an area of around 10,000mm 2 - 
a Bruker probe has an area of 10,292mm 2 although there is no requirement to use the whole 
of the probe and the microarray can be applied in one or more matrices thereon.) The actual 
density in a given matrices will depend upon the size of the discrete target area (which will 
typically be printed as a spot) and the spacing between adjacent spots. Thus the discrete target 
areas will typically be present at a density of greater than 1 discrete target areas per mm 2 
within any matrices. 

The enzyme is the moiety about which the reaction occurs. 
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The term "enzyme" as used herein is used to include both whole enzymes and sub units or 
domains thereof. 

"Fusion protein" as used herein is used to refer to an enzyme, which has a tag, for example, a 
biotinylation consensus sequence or phleomycin/zeocin resistance binding protein attached 
thereto. 

"Linker molecules" are molecules which function as their name suggests. They are molecules 
comprising functional groups which allow bridges to be formed between different molecules. 

Another significant development enabling the "miniaturization" of an enzyme array formed 
on a MALDI target derives from the application of the Applicant's COVET technology 
described in WO 01/57198. Briefly, using this technology they are able to create from cDNA 
libraries expressed enzymes, which carry a "sequence tag" that can be used to capture the 
enzymes with a high affinity and in a specific orientation on the microarray surface. This 
firstly enables enzymes e.g. a kinase library to be stably immobilized such that leaching of 
enzymes from the surface is avoided and secondly the oriented immobilization of the fusion 
protein onto the surface ensure maximum biological activity. 

Yet another significant aspect of the invention, when compared to current protein 
microarrays, is the provision of such a probe with an electro conductive surface. This surface 
which includes semi conductive surfaces is essential where the probe is to be subjected to 
MALDI MS analysis. Whilst the support could be made wholly of an electro conductive 
material (which term is used herein to include semi conducive materials) it is preferred to 
coat a rigid support, e.g. a glass, with an electro conductive material such as, for example, 
gold although any suitable metal, for example, silver, platinum, iridium, wolfram, copper, 
cobalt, nickel, and iron or mixtures thereof, or a semiconductor e.g. silicon oxide, graphite or 
germanium oxide could be used. 

Where the probe or enzyme microarray is produced on e.g. a standard size microscope glass 
slide it can be mounted in an adapter, which carries it into a mass spectrometer. Such an 
adaptor is described in Applicant's co pending UK application no. 0216387.1. 
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A further significant development, and one which may be viewed independently of the 
specific applications described herein, has been in the way the Applicant has overcome the 
problems caused by non specific protein binding. The Applicant has overcome this particular 
problem by providing a layer resistant to non specific protein binding onto the probe surface. 
More particularly, the microarray surface is modified by the inclusion of a layer of molecules 
which repel proteins. These protein repellant molecules which include, for example, 
polyethylene glycol may be bound to the probe surface via a linker, such as, for example, a 
poly amino acid which readily binds to e.g. a glass or gold surface and whose amino or 
carboxyl side groups can be used to bind the protein repellant molecules such that they reach 
out from the probe surface. The skilled man will appreciate that other fimctionalized 
molecules could be used. Preferably the enzyme binding moieties are incorporated in a 
position where they extend out from the surface. Preferred enzyme binding moieties include 
e.g. biotin, biotin-neutravidin, and bleomycin, and these and other moieties can be 
incorporated into the layer either via these functional groups on the linker molecules and/ or 
via functional groups on the protein repellant molecules. Typically the affinity capture 
moieties are incorporated in small proportions (typically less than 20%) relative to the protein 
repellant molecules. 

In this way the Applicant has been able to introduce the enzyme capture moieties not only in 
a homogeneous, spatial defined arrangement but also in a manner which enables high affinity 
binding in a specific manner. The resulting surface combines selectivity for the capture of 
biological macromolecules on the probe with reduced non specific binding of the type 
commonly observed on underivatised glass or metal surfaces and additionally results in a 
homogeneous distribution and orientation of the captured biological macromolecules. 

The component molecules responsible for repelling non specific proteins include molecules 
which are generally hydrophilic in nature. They include polymers, such as, for example, 
polyethylene glycol, dextran, polyurethane and polyacrylamide and self assembled 
monolayers (SAM). Preferably the polymers comprise one or more functional side groups via 
which the protein capturing moieties can be attached. In the case of polyethylene glycol the 
functional group is a hydroxyl group. The molecules responsible for repelling non specific 
proteins may be bound directly to the surface as in, for example the case of SAM's or they 
may be attached via a linker. Particularly preferred as linkers are poly amino acids such as, 
for example, poly L lysine, poly L aspartic acid, poly L glutamic acid or mixtures thereof. 
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These have amino or carboxy side chains via which the molecules responsible for repelling 
non specific proteins can be attached and which can additionally be used to attach the protein 
capturing moieties. Alternatively, or in addition, the protein capturing moieties can be 
attached via the component molecules responsible for repelling non specific proteins. 

Fig 1 illustrates the binding of such molecules and contrasts the defined orientation which can 
be achieved by this ordered coupling compared to that achieved using current antibody 
binding techniques which result in random coupling. 

In a preferred embodiment the probe has as it's enzyme capture moieties either a biotin 
binder e.g. neutravidin, avidin or streptavidin or a bleomycin resistant protein binder e.g. 
bleomycin. The enzymes are bound to the probe to create a protein microarray by printing a 
plurality of bacterial, yeast, sf9 or mammalian cell lysates containing fusion proteins in which 
a high affinity tag e.g. biotin or zeocin resistant protein (ZRP) is expressed onto the capture 
surface. Proteins are derived from the expression of a cDNA library and each individual 
clone is tagged at the C-terminus and/ or on the N-terminus with a consensus sequence, 
which will enable high affinity recognition of the enzyme even in the presence of the 
otherwise protein repellent molecules. Only the recombinant, tagged enzyme can recognise 
the capture surface and other proteins from the lysate can be washed away as they do not bind 
to the protein repellent surface and do not have a high affinity to the protein binding moieties 
present in the layer. 

A further aspect of the present invention provides a method of producing an enzyme 
microarray for use with a mass spectrometer comprising providing a probe of the invention 
and depositing the enzyme in registration with the protein capturing moieties in the discrete 
target area. 

Yet a further aspect of the present invention provides a method of analyzing a probe of the 
invention in which energy absorbing molecules are deposited in a manner which denatures 
and thus unbinds an enzyme from a protein capturing moiety leaving the denatured enzyme 
lying unbound on the surface. 

The energy absorbing molecules form a homogenous layer of crystals in a discrete location 
in registration with the protein capturing moieties and captured enzyme. 
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The homogenous layer of crystals is substantially continuous such that individual crystals 
are not visible at a 100 fold magnification and there are no visible gaps. It also has a 
substantially uniform depth, such that there is no apparent variation in crystal size at a 100 
fold magnification. 

The energy absorbing molecules are deposited onto the surface in a non aqueous solvent 
and the non aqueous solvent is evaporated off. Preferably the non aqueous solvent is an 
organic solvent, such as, for example, acetone or butanone. 

Preferably the non aqueous solvent includes a modifier which controls the rate of 
evaporation such that crystallization of the energy absorbing molecules occurs on the probe. 
Suitable modifiers include glycerol, polyethylene glycol and thioglycerol. 
Preferably the energy absorbing molecules are deposited in a mixture of from 80 -99.9%, 
preferably 99% organic solvent e.g. acetone to 20 - 0.1%, preferably 1% of modifier e.g. 
glycerol (vol/vol) .Typical energy absorbing molecules include crystals of oc-cyano-4- 
hydroxy-cinnamic acid, sinapinic acid, gentisic acid, nifidine, succinic acid, 1,8,9,- 
anthracenitriol, 3-Indoleacrylic acid, 2-(hydroxyphenylazo) benzoe-acid, 4-nitroanilin and 
combinations thereof. 

Preferably the energy absorbing molecules are deposited in registration with the protein and 
each protein spot is overlaid with a similar sized spot of the energy absorbing molecules. 

In order to achieve a high density of individual samples on the microarray the energy 
absorbing molecules need to be arranged in microcrystals on the surface. The matrix forms a 
homogenous layer of flat crystals without significant gaps between them and can be 
deposited in very small quantities on the microarray. 

In contrast to the prior art in which matrix and analyte are co crystallized in an aqueous 
solvent, the Applicant uses two distinct steps in which first the protein is deposited in an 
aqueous solvent and then the energy absorbing molecules are deposited such that they 
crystallise out from the non aqueous solvent on the probe. This has the advantage that the 
protein is deposited in its biological form. However, using a non aqueous solvent to deliver 
the energy absorbing molecules allows the formation of a homogenous layer of microcrystals. 
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This has two benefits. First the formation of a homogenous layer means it is not necessary to 
search for a sweet spot as the homogenous layer guarantees protein in the presence of energy 
absorbing molecules and secondly it results in more accurate measurement due to the even 
nature of the layer. 

BRIEF DESCRIPTION OF THE DRAWING 

The various aspects of the invention will now be described, by way of example only, with 
reference to the following figures and examples in which: 

Fig 1 shows the orientated binding of the enzymes to a probe 

Fig 2, shows the detection of ADP and ATP using mass spectrometry, and 

Fig 3 also shows creatine phosphate mediated ATP synthesis on a surface 

DETAILED DESCRIPTION 

EXAMPLE 1 

Referring to Fig 2, ATP was enzymatically synthesized from the reaction of ADP, creatine 
phosphate and creatine kinase (also known as creatine phosphokinase) in 25 mM ammonium 
bicarbonate at pH 7.4. [ADP]" was detected at 427.6 dalton and [ADP+Na]" at 449.6 dalton. 
The products of the creatine phosphate kinase reaction were detected at 507.6, 529.6, 551.6 
and 573.8, which fit well with the expected molecular weight of [ATP]" and three ATP 
sodium adducts [ATP Na]" . [ATP Na 2 ]" and [ATP Na 3 ]\ 

Control reactions in which either one of the substrates ADP or creatine phosphate or the 
enzyme creatine phosphate kinase was omitted didn't show ATP peaks. 

EXAMPLE 2 

Referring to Fig 3 the example demonstrates the biotinylation, capture, and desalting of 
creatine kinase from rabbit muscle on a PEG-PLL-Biotin-Neutravidin coated probe for 
analysis by MALDI mass spectrometry and the enzymatic activity of the immobilized kinase 
using MALDI mass spectrometry. 
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Material: 

Creatine kinase from rabbit muscle ATP: creatine N-phosphotransferase 

ADP, creatine phosphate, 1 mM Tris HC1 pH 7.5, 1 mM MgCl 2 , gold coated glass slide, PEG- 

PLL-biotin, Neutravidin 

Solutions: 

Washing buffer: 1 mM Tris-HCl pH 7.5 with 0.1% Triton X-100; desalting buffer: 1 mM 
Tris-HCl pH 7.5. 

Affinity capture polymer synthesis 

The poly-L-lysine PEG-biotin (PEG-PLL-biotin) was synthesized according to the protocol 
of Ruiz Taylor 6 . Briefly, 100 mg poly-L-lysine (average size 17-30 kDa; Sigma, Dorset, UK) 
was reacted with 109 mg mPEG-SPA and 1.1 mg biotinPEG-CO-NHS (Shearwater 
Corporation, Huntsville, Alabama) in 1ml 100 mM sodium carbonate buffer pH 9 for a period 
of 30 minutes. The reaction was terminated by dialysis in 1 mM Tris-HCl pH 7.5 overnight. 
The product from this reaction was called PEG-PLL-biotin (1% PEG derivatives contain a 
biotin headgroup). 

Biotinylation of Creatine kinase 

Creatine kinase (100 mg) was dissolved in 1 ml 1 mM Tris HC1 pH 7.5 and lmg of EZ link 
biotin PEO amine and 1 mg ethylene diamine carbodiimide were reacted for 20 minutes at 
room temperature. 

Affinity capture surface preparation 

Protein microarray probes were thoroughly cleaned before use with sequential washing steps 
in acetone, acetonitrile, double distilled water and dried under nitrogen. Freshly prepared 
affinity capture polymer PEG-PLL-Biotin was then pipetted on the surface of the probe and 
was then evenly distributed on the surface by covering it with Nesco film (Azwell Inc., 
Osaka, Japan). After 30 min the probe was washed in 1 mM Tris-HCl pH 7.5, dried under 
nitrogen and then coated with 0.5 mg/ml neutravidin for one hour at RT in a humid chamber. 
The probe was then rinsed with washing buffer, washed twice with desalting buffer and dried 
under nitrogen. The surface was now ready to be used as a highly specific affinity capture 
device for biotinylated macromolecules. 
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Capture and detection of biotinylated proteins on the probe surface 

A PLL-PEG-biotin neutravidin surface on a MALDI target was overlaid with 50 ng of 
biotinylated creatine kinase (Roche, Mannheim, Ger) The biotinylated protein was captured 
for a period of 2 hours on the MALDI target in a humid chamber to prevent drying, washed 
twice with washing buffer followed by two washes with desalting buffer, surface was dried 
under nitrogen and overlaid with 300 nl of a saturated solution of cyano-4-hydroxycinnamic 
acid in acetone. 

Monitoring the kinase activity of the immobilized Creatine Kinase on the protein array 

The array with the immobilized creatine kinase is washed with 100 ml 1 mM Tris-HCl pH 
7.5 and is then overlaid with a mixture 1 mM creatine phosphate, 1 mM ADP, 1 mM MgC12 
and 25 mM ammomumbicarbonate buffer in a volume less than 1 microlitre. The enzyme and 
the substrates are incubated in a humid chamber at 37°C for a period of 30 minutes. Reactions 
which omitted either ADP, creatine phosphate or the kinase were run in parallel as specificity 
controls. 

Results 

Fig 3 shows the detection of ADP and ATP. ATP was enzymatically synthesized from the 
reaction of ADP, creatine phosphate and creatine kinase in 25 mM ammonium bicarbonate at 
pH 7.4. [ADP]" was detected at 427.6 dalton and [ADP+Na ] ' 449.6 dalton. The products of 
the creatine kinase reaction were detected at 507.6, 529.6, 551.6 and 573.8, which fits well 
with the expected molecular weight of [ATP]" and three ATP sodium adducts [ATP Na] . 
[ATP Na 2 ]" and [ATP Na 3 ]\ 

Control reactions in which either one of the substrates ADP or creatine phosphate or the 
enzyme creatine kinase was omitted didn't show ATP peaks. 
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Table 1. 



iSiiii 




P43403 


TYROSINE-PROTEIN KINASE ZAP-70 (70 KDA ZETA-ASSOCIATED PROTEIN) 
(SYK-RELATED TYROSINE KINASE) 


P07947 


PROTO-ONCOGENE TYROSINE-PROTEIN KINASE YES (P61-YES) (C-YES) 


060285 J 


PROBABLE SERIN E/THREONINE-PROTEIN KINASE KIAA0537 


P30291 


WEE1-LIKE PROTEIN KINASE (WEE1HU) ! 


P35916 


VASCULAR ENDOTHELIAL GROWTH FACTOR RECEPTOR 3 PRECURSOR 
(VEGFR-3) (TYROSINE-PROTEIN KINASE RECEPTOR FLT4) 


P17948 


VASCULAR ENDOTHELIAL GROWTH FACTOR RECEPTOR 1 PRECURSOR 
(VEGFR-1) (TYROSINE-PROTEIN KINASE RECEPTOR FLT) (FLT-1) (TYROSINE- 
PROTEIN KINASE FRT) 


075385 


SERINE/THREONINE-PROTEIN KINASE ULK1 (UNC-51-LIKE KINASE 1) ! 


P30530 


TYROSINE-PROTEIN KINASE RECEPTOR UFO PRECURSOR (AXL ONCOGENE) 


Q06418 


TYROSINE-PROTEIN KINASE RECEPTOR TYR03 PRECURSOR (TYROSINE- 
PROTEIN KINASE RSE) (TYROSINE-PROTEIN KINASE SKY) (TYROSINE- 
PROTEIN KINASE DTK) 


P29597 


NON-RECEPTOR TYROSINE-PROTEIN KINASE TYK2 


043914 


TYRO PROTEIN TYROSINE KINASE-BINDING PROTEIN PRECURSOR (DNAX- 
ACTIVATION PROTEIN 12) 


P42681 


TYROSINE-PROTEIN KINASE TXK 


P33981 


DUAL SPECIFICITY PROTEIN KINASE TTK (PYT) 


P04629 


HIGH AFFINITY NERVE GROWTH FACTOR RECEPTOR PRECURSOR (TRK1 
TRANSFORMING TYROSINE KINASE PROTEIN) (P140-TRKA) (TRK-A) 


Q02763 


ANGIOPOIETIN 1 RECEPTOR PRECURSOR (TYROSINE-PROTEIN KINASE i 
RECEPTOR TIE-2) (TYROSINE-PROTEIN KINASE RECEPTOR TEK) (P140 TEK) 
(TUNICA INTERNA ENDOTHELIAL CELL KINASE) 


P35590 


TYROSINE-PROTEIN KINASE RECEPTOR TIE-1 PRECURSOR 


P36897 


TGF-BETA RECEPTOR TYPE 1 PRECURSOR (TGFR-1 ) (TGF-BETA TYPE I 
RECEPTOR) (SERINE/THREONINE-PROTEIN KINASE RECEPTOR R4) (SKR4) 
(ACTIVIN RECEPTOR-LIKE KINASE 5) (ALK-5) 


Q15569 


TESTIS-SPECIFIC PROTEIN KINASE 1 


P42680 


TYROSINE-PROTEIN KINASE TEC 

1 VI % 1 1 t| 1mm V 1 1 late 11 ^| V XI I bt 1 t^\^ 


076039 


SERINE/THREONINE-PROTEIN KINASE 9 


Q13043 


SERINE/THREONINE PROTEIN KINASE 4 (STE20-LIKE KINASE MST1) (MST-1) 
(MAMMALIAN STE20-LIKE PROTEIN KINASE 1) (SERINE/THREONINE PROTEIN 
KINASE KRS-2) 


Q13188 


SERINE/THREONINE PROTEIN KINASE 3 (STE20-LIKE KINASE MST2) (MST-2) 
(MAMMALIAN STE20-LIKE PROTEIN KINASE 2) (SERINE/THREONINE PROTEIN 
KINASE KRS-1) 


P51957 


SERINE/THREONINE PROTEIN KINASE 2 (SERINE/THREONINE-PROTEIN i 
KINASE NRK2) 


000506 


SERINE/THREONINE PROTEIN KINASE 25 (STERILE 20/OXIDANT STRESS- 
RESPONSE KINASE 1) (STE20/OXIDANT STRESS RESPONSE KINASE-1) (SOK- 
1) (STE20-LIKE KINASE) 


Q9Y6E0 


SERINE/THREONINE PROTEIN KINASE 24 (STE20-LIKE KINASE MST3) (MST-3) 
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(MAMMALIAN STE20-LIKE PROTEIN KINASE 3) | 




QPDIMCT /~TLJ D ET/">M 1 Kl CT DDOTCIKI l/IMACC OO /Kill lO/^l C CDCOICI^ CCDIMC 1/lklACC 

1)(MSSK-1) 


075716 


SERINE/THREONINE PROTEIN KINASE 16 (PROTEIN KINASE PKL12) 
(MYRISTOYLATED AND PALMITOYLATED SERINE-THREONINE KINASE) (MPSK) 
(TGF-BETA STIMULATED FACTOR 1) (TSF-1) (HPSK) 


Q15831 


SERINE/THREONINE-PROTEIN KINASE 11 (SERINE/THREONINE-PROTEIN 
KINASE LKB1) 


094804 


SERINE/THREONINE-PROTEIN KINASE 10 (LYMPHOCYTE-ORIENTED KINASE) 


P12931 


PROTO-ONCOGENE TYROSINE-PROTEIN KINASE SRC /P60-SRC) fC-SRC) 


Q9961 1 

Vliv VW 1 1 


SELENIDE WATER DIKINASE 2 fSELENOPHOSPHATE SYNTHETASE 2} 
(SELENIUM DONOR PROTEIN 2) 


P49903 


SELENIDE.WATER DIKINASE 1 (SELENOPHOSPHATE SYNTHETASE 1) 
(SELENIUM DONOR PROTEIN 1) 


Q9UEW8 


STE20/SPS1 -RELATED PROLINE-ALANINE RICH PROTEIN KINASE (STE-20 
RELATED KINASE) (DCHT) 


Q9NYY3 


SERINE/THREONINE-PROTEIN KINASE SNK (SERUM INDUCIBLE KINASE) 


P57059 


PROBABLE SERINE/THREONINE PROTEIN KINASE SNF1LK 

• » X^a»Ua»#"Xi^l„L«. XaVfc_l XII X UmJ 1 • 1 1 M«W 1 1 II » 1 1 W 1 L_ 1 1 ^1 IMMnwU \J 1 X 1 1 L.IV 


Q9BPZ7 


STRESS-ACTIVATED MAP KINASE INTERACTING PROTEIN 1 (SAPK 
INTERACTING PROTEIN 1} /PUTATIVE RAS INHIBITOR JC310) 

11* 1 ^— 1 X#^Va* 1 1 ■ X Va* ■ 1 W 1 Wa 1 1 X ' / \* 1 #V 1 1 V 1— 1 X*\\»* II Yl || W 1 t Va* 1 X W \S\J 1 \J J 


000141 


SERINE/THREONINE-PROTEIN KINASE SGK (SERUM/GLUCOCORTICOID- 

Xa» I— ■ \ll 1 !■ »f 1 1 1 1 \La>/l XII lb> 1 1 W 1 1 IX 1 XI 1 IflWLa W\J 1 X I Iwm 1 W IV If 1 X 1 IWW 1 fca» i 

REGULATED KINASE) 


094768 


SERINE/THREONINE KINASE 17B /DAP KINASE-RELATED APOPTOSIS- 

V ^— ■ ■ Ml 1 i I fill MmW 1 1 1 1 1 ha 1 XI 1 il f §atm 1 1 I— * 1 L/lVJ 1 Ml T» L*» | X WLmm* ImmmM \ I WLmmt W-f § \% \mS 1 1 V-J I Vm/ 

INDUCING PROTEIN KINASE 2) 


Q9UEE5 


SERINE/THREONINE KINASE 17A /DAP KINASE-RELATED APOPTOSIS- 
INDUCING PROTEIN KINASE 1 ) 


P34925 


TYROSINE-PROTEIN KINASE RYK PRECURSOR 

1 1 1 WUIIVU • 1 W 1 l—lll IXllXi"XVJ£— I X 1 IX 1 1 \L-VVJ 1 \OV_/| \ 


Q01974 


TYROSINE-PROTEIN KINASE TRANSMEMBRANE RECEPTOR ROR2 
PRECURSOR /NEUROTROPHIC TYROSINE KINASE RECEPTOR-RELATED 2* 


Q13516 


PROTEIN KINASE C-BINDING PROTEIN RACK17 (PROTEIN KINASE C BINDING 
PROTEIN 2* 


Q13546 


SERINE/THREONINE PROTEIN KINASE RIP (CELL DEATH PROTEIN RIP) 
/RECEPTOR INTERACTING PROTEIN1 

\i vL.r i wi \ ii x i i— i vtav^ i iixVaV rr\v/ i i— 1 1 x y 


Q13308 


TYROSINE-PROTEIN KINASE-LIKE 7 PRECURSOR (COLON CARCINOMA 

• 1 IXXa*X**HXw 1 1 W 1 ^— 1 1 X 1 X 1 1 X tx\J k— LiII\Lb I I IMaWUIWVl \ y\a^V./L.Va/IX V/rM\WIMwlVJr% 

KINASE-4) (CCK-4) 


Q13882 


TYROSINE-PROTEIN KINASE 6 (BREAST TUMOR KINASE* (TYROSINE-PROTEIN 

i i i \v/ 1 1 x i_ i iw i i_ iix i xi I iHO t__ \J iur\Lnw I I VJ ivi\«/ 1\ i \>i i irAw i— j \ • i rxv./ ul I x hmm v rxx-/ 1 1 1 X 

KINASE BRK) 


P78527 


DNA-DEPENDENT PROTEIN KINASE CATALYTIC SUBUNIT (DNA-PKCS) 
(DNPK1) 


Q13523 


SERINE/THREONINE-PROTEIN KINASE PRP4 HOMOLOG 


P53350 


SERINE/THREONINE-PROTEIN KINASE PLK (PLK-1) (SERINE-THREONINE 
PROTEIN KINASE 13) (STPK13) 


P51817 


PROTEIN KINASE PKX1 


Q16513 


PROTEIN KINASE C-LIKE 2 (PROTEIN-KINASE C-RELATED KINASE 2) 


Q16512 


PROTEIN KINASE C-LIKE 1 (PROTEIN-KINASE C-RELATED KINASE 1) (PROTEIN 
KINASE C-LIKE PKN) (SERINE-THREONINE PROTEIN KINASE N) 


P00558 


PHOSPHOGLYCERATE KINASE 1 (PRIMER RECOGNITION PROTEIN 2) (PRP 2) 


Q9P286 


SERINE/THREONINE-PROTEIN KINASE PAK 5 (P21 -ACTIVATED KINASE 5) 
(PAK-5) 
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075914 


SERINE/THREONINE-PROTEIN KINASE PAK 3 (P21 -ACTIVATED KINASE 3) 
(PAK-3) (BETA-PAK) 


V4 IO 1 f 1 


QPDIMr/TUDCnMIM P DPflTCIM I^IMACC DAI/ O /DO«1 APTIX/ATCH l/IMACC OX 

otKllNt/ I nKfcUlNllNfc-r'rvvJ I tllM WINAot KArv z (P^1-AO 1 IVAI tU KINAob Z) 
(PAK-2) (PAK65) (GAMMA-PAK) (S6/H4 KINASE) 


WlOl oo 


^FPIMF/TWDPHMIMP PRHTFIM i/IMAQP dai/ 4 /DO«l A^TlV/ATcn I/IMAOC h \ 
oCKIINt/ 1 nKcvJINIiNt-r t\\J 1 tllN ixllNAot KAlx 1 \r£. VAv-» 1 IVAI tU KINAot 1) 

(PAK-1) (P65-PAK) (ALPHA-PAK) 




CO l/TIA DCDDCCCHD AC TUC IKIt-1 1 Q l"T7">E> /"NET TUC ODATCIM l/IMACr /ncomi/ 

OZ r\UA KbKKbooUK Ur 1 nc INHiBI TOR UP THE PROTEIN KINASE (P58IPK- 
INTERACTING PROTEIN) (58 KDA INTERFERON-INDUCED PROTEIN KINASE- 
INTERACTING PROTEIN) (P52RIPK) (DEATH ASSOCIATED PROTEIN 4) 


Q99435 


PROTEIN KINASE C-BINDING PROTEIN NELL2 PRECURSOR (NEL-LIKE 
PROTEIN 2) (NEL-RELATED PROTEIN 2) 


Q92832 


PROTEIN KINASE C-BINDING PROTEIN NELL1 PRECURSOR (NEL-LIKE 
PROTEIN 1) (NEL-RELATED PROTEIN 1) 


nc<« nee 

roiyoo 


CCDIMcrrUDCAKIIKtc DDATCIM t/IM AOP KITI/Q /K Ilk 4 A nr~"l ATm nnrvTflM 

SEKINE/I HREONINE-PROTEIN KINASE NEK3 (NIMA-RELATED PROTEIN 
KINASE3)(HSPK36) 




SEKINE/THREONINE-PROTEIN KINASE NEK2 (NIMA-RELATED PROTEIN 
KINASE 2) (NIMA-LIKE PROTEIN KINASE 1) (HSPK 21) 


" 1 OOOl 


NUL>Lb(_>olDc UlrnUoF'rlAI E KINASE A (NDK A) (NDP KINASE A) (TUMOR 
METASTATIC PROCESS-ASSOCIATED PROTEIN) (METASTASIS INHIBITION 
FACTOR NM23) (NM23-H1) 




MCIPUDHD /"\CT A l/IKI ACC AMAUADIMA OOATCIM AC /UAKJIAI AAAI IO TA 

NhloHbOK OF A-KINASE ANCHORING PROTEIN 95 (HOMOLOGOUS TO 
AKAP95 PROTEIN) (HA95) (HELICASE A-BINDING PROTEIN 95) (HAP95) 


UlOlOO 


DUAL SHfcOlrlLrllY MITOGEN-ACTIVATED PROTEIN KINASE KINASE 5 (MAP 
KINASE KINASE 5) (MAPKK 5) (MAPK/ERK KINASE 5) 


P45985 


DUAL SPECIFICITY MITOGEN-ACTIVATED PROTEIN KINASE KINASE 4 (MAP 

l/IM ACC l/IM A CC A \ / 1 K 1 \X AOTI\/ATIMA l/IMA^r A \ f/~± II Ik 1 K 1 TrnkllklAi 1/iktAfsr 1 

KINASE KINASE 4) (JNK ACTIVATING KINASE 1 ) (C-JUN N-TERMINAL KINASE 
KINASE 1) (JNKK) (SAPK/ERK KINASE 1) (SEK1) 


P46734 


DUAL SPECIFICITY MITOGEN-ACTIVATED PROTEIN KINASE KINASE 3 (MAP 
KINASE KINASE 3) (MAPKK 3) (MAPK/ERK KINASE 3) 


P36507 


DUAL SPECIFICITY MITOGEN-ACTIVATED PROTEIN KINASE KINASE 2 (MAP 
KINASE KINASE 2) (MAPKK 2) (ERK ACTIVATOR KINASE 2) (MAPK/ERK KINASE 
2) (MEK2) 


Q02750 


DUAL SPECIFICITY MITOGEN-ACTIVATED PROTEIN KINASE KINASE 1 (MAP 
KINASE KINASE 1) (MAPKK 1) (ERK ACTIVATOR KINASE 1) (MAPK/ERK KINASE 

A \ /HACI/'I \ 

1 ; (MEK1 ; 


P49137 


MAP KINASE-ACTIVATED PROTEIN KINASE 2 (MAPK-ACTIVATED PROTEIN 
KINASE 2) (MAPKAP KINASE 2) (MAPKAPK-2) 


Q16539 


MITOGEN-ACTIVATED PROTEIN KINASE 14 (MITOGEN-ACTIVATED PROTEIN 
KINASE P38) (MAP KINASE P38) (CYTOKINE SUPPRESSIVE ANTI- 
INFLAMMATORY DRUG BINDING PROTEIN) (CSAID BINDING PROTEIN) (CSBP) 
(MAX-INTERACTING PROTEIN 2) (MAP KINASE MXI2) 


P53778 


MITOGEN-ACTIVATED PROTEIN KINASE 12 (EXTRACELLULAR SIGNAL- 
REGULATED KINASE 6) (ERK-6) (ERK5) (STRESS-ACTIVATED PROTEIN \ 

l/IKI ACC O \ fh A ITAO CK 1 A/*TI\/ATCP\ HBA 1 1 IKI l/IKIA^r noA A AKJtlAX /h A a rt i/iki a Ar 

KINASE-3) (MITOGEN-ACTIVATED PROTEIN KINASE P38 GAMMA) (MAP KINASE 
P38 GAMMA) 


Q15759 


MITOGEN-ACTIVATED PROTEIN KINASE 11 (MITOGEN-ACTIVATED PROTEIN 
KINASE P38 BETA) (MAP KINASE P38 BETA) (P38B) (P38-2) (STRESS- 
ACTIVATED PROTEIN KINASE-2) 


P53779 


MITOGEN-ACTIVATED PROTEIN KINASE 10 (STRESS-ACTIVATED PROTEIN 
KINASE JNK3) (C-JUN N-TERMINAL KINASE 3) (MAP KINASE P49 3F12) 


P45984 


MITOGEN-ACTIVATED PROTEIN KINASE 9 (STRESS-ACTIVATED PROTEIN 
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KINASE JNK2) (C-JUN N-TERMINAL KINASE 2) (JNK-55) ~ "~~ 


P45983 


MITOGEN-ACTIVATED PROTEIN KINASE 8 (STRESS-ACTIVATED PROTEIN 
KINASE JNK1) (C-JUN N-TERMINAL KINASE 1) (JNK-46) 


Q13164 


ft IITAA>rM a ATI\ / ATCH PPATI »»-i l/l kl A or— T /r— * A r~ I 1 111 a « 1 & * a ■ 

Ml 1 CHjEN-ACTIVATED PROTEIN KINASE 7 (EXTRACELLULAR SIGNAL- 
REGULATED KINASE 5) (ERK-5) (ERK4) (BMK1 KINASE) 


Q16659 


MITOGEN-ACTIVATED PROTEIN KINASE 6 (EXTRACELLULAR SIGNAL- 
REGULATED KINASE 3) (ERK-3) (MAP KINASE ISOFORM P97) (P97-MAPK) 


P31152 


MITOGEN-ACTIVATED PROTEIN KINASE 4 (EXTRACELLULAR SIGNAL- 
REGULATED KINASE 4) (ERK-4) (MAP KINASE ISOFORM P63) (P63-MAPK) 


P27361 


MITOGEN-ACTIVATED PROTEIN KINASE 3 (EXTRACELLULAR SIGNAL- 
REGULATED KINASE 1) (ERK-1) (INSULIN-STIMULATED MAP2 KINASE) (MAP 
KINASE 1) (MAPK 1) (P44-ERK1) (ERT2) (P44-MAPK) (MICROTUBULE- 
ASSOCIATED PROTEIN-2 KINASE) 


P28482 


Ml lOCaEN-ACTIVATED PROTEIN KINASE 1 (EXTRACELLULAR SIGNAL- 
REGULATED KINASE 2) (ERK-2) (MITOGEN-ACTIVATED PROTEIN KINASE 2) 
(MAP KINASE 2) (MAPK 2) (P42-MAPK) (ERT1) 


01 2866 


PROTO-ONCOGENE TYROSINE-PROTEIN KINASE MER PRECURSOR (C-MER) 
(RECEPTOR TYROSINE KINASE MERTK) 


P42679 


MEGAKARYOCYTE-ASSOCIATED TYROSINE-PROTEIN KINASE (TYROSINE- 
PROTEIN KINASE CTK) (PROTEIN KINASE HYL) (HEMATOPOIETIC 
CONSENSUS TYROSINE-L ACKINtt KINA*^ 


P20794 


SERINE/THREONINE-PROTEIN KINASE MAK (MALE GERM CELL-ASSOCIATED 
KINASE) 


PPQQR6 


M YRI STO YLATED ALANINE-RICH C-KINASE SUBSTRATE (MARCKS) (PROTEIN 
KINASE C SUBSTRATE, 80 KDA PROTEIN, LIGHT CHAIN) (PKCSL) (80K-L 
PROTEIN) 

I 1 \ 1 i_ 1 1 t| / 


Q99558 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 14 (NF-KAPPA BETA- 
INDUCING KINASE) (SERINE/THREONINE PROTEIN KINASE NIK) (HSNIK) 


t ( %j 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 10 (MIXED LINEAGE 
KINASE 2^ fPROTFIN KIMA^P M<5T\ 


P80192 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 9 (MIXED LINEAGE 
KINASE 1) 


l *+ 1 C 1 %3 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 9 (COT PROTO- 
ONCOGENE SERINE/THREONINE-PROTEIN KINASE) (C-COT) (CANCER OSAKA 
THYROID ONCOGFNPi 




MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 7 (TRANSFORMING 
GROWTH FACTOR-RFTA-APTI\/ATPn k'IMAQP nrriP rcta A^TIX/Axcrn 

KINASE 1) 


095382 


MITOGEN-ACTIVATFH PROTF1M k'IMAQP k'IMAQP WIMAQP R 




MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 5 (MAPK/ERK KINASE 
KINASE 51 fMEK KINASE B\ flV/IFKK ^ ^APOPTOQIQ QinMAI RFrsi 11 ATlMn I 
KINASE 1)(ASK-1) 


Q9Y6R4 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 4 (MAPK/ERK KINASE 
KINASE 4) (MEK KINASE 4) (MEKK 4) (MAP THREE KINASE 1) 


Q99759 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 3 (MAPK/ERK KINASE 
KINASE 3) (MEK KINASE 3) (MEKK 3) 


Q9Y2U5 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 2 (MAPK/ERK KINASE 
KINASE 2) (MEK KINASE 2) (MEKK 2) 


Q13233 


MITOGEN-ACTIVATED PROTEIN KINASE KINASE KINASE 1 (MAPK/ERK KINASE 
KINASE 1) (MEK KINASE 1) (MEKK 1) 


P07948 


TYROSINE-PROTEIN KINASE LYN 
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P06239 



P43405 



EM 




PROTO-ONCOGENE TYROSINE-PROTEIN KINASE LCK (P56-LCK) (LSK) (T 
CELL-SPECIFIC PROTEIN-TYROSINE KINASE) 



TYROSINE-PROTEIN KINASE SYK (SPLEEN TYROSINE KINASE) 



P08922 


PROTO-ONCOGENE TYROSINE-PROTEIN KINASE ROS PRECURSOR 


P04049 


RAF PROTO-ONCOGENE SERINE/THREONINE-PROTEIN KINASE (RAF-1) (C- 
RAF) 


P31749 


RAC-ALPHA SERINE/THREONINE KINASE (RAC-PK-ALPHA) (PROTEIN KINASE 
B) (PKB) (C-AKT) 


P15056 


B-RAF PROTO-ONCOGENE SERINE/THREONINE-PROTEIN KINASE (P94) (V- 
RAF MURINE SARCOMA VIRAL ONCOGENE HOMOLOG B1) 


P10398 


A-RAF PROTO-ONCOGENE SERINE/THREONINE-PROTEIN KINASE 
(ONCOGENE PKS2) 


P14618 


PYRUVATE KINASE, Ml ISOZYME (PYRUVATE KINASE MUSCLE ISOZYME) 
fCYTOSOLIC THYROID HORMONE-RINDING PROTEINS fCTHBP^ PTHBP*n 

y<* I ■ wwiv/L«iw till rxviL/ i iwrMviviNf uiiil/iin\3 i r\ w i l_i I >i j \w i i iui / \ ' nor 1 / 


Q07002 


SERINE/THREONINE PROTEIN KINASE PCTAIRE-3 


Q00537 


SERINE/THREONINE-PROTEIN KINASE PCTAIRE-2 


P11801 


PUTATIVE SERINE/THREONINE-PROTEIN KINASE H1 (PSK-H1) 


P11800 


PUTATIVE SERINE/THREONINE-PROTEIN KINASE PSK-C3 


P07557 


PKS PROTO-ONCOGENE SERINE/THREONINE-PROTEIN KINASE (ONCOGENE 
PKS1) 


Q05513 


PROTEIN KINASE C, ZETA TYPE (NPKC-ZETA) j 


Q04759 


PROTEIN KINASE C, THETATYPE (NPKC-THETA) 


094806 


PROTEIN KINASE C, NU TYPE (NPKC-NU) (PROTEIN KINASE EPK2) 


Q15139 


PROTEIN KINASE C, MU TYPE (NPKC-MU) 


P24723 


PROTEIN KINASE C, ETA TYPE (NPKC-ETA) (PKC-L) 


P41 743 |PROTEIN KINASE C, IOTA TYPE (NPKC-IOTA) 


P05129 jpROTEIN KINASE C, GAMMA TYPE (PKC-GAMMA) 


Q021 56 JPROTEIN KINASE C, EPSILON TYPE (NPKC-EPSILON) 


Q05655 IPROTEIN KINASE C, DELTA TYPE (NPKC-DELTA) 


P17252 


IPROTEIN KINASE C, ALPHA TYPE (PKC-ALPHA) 


P05127 


PROTEIN KINASE C, BETA-II TYPE (PKC-BETA-2) 


P05771 


PROTEIN KINASE C, BETA-I TYPE (PKC-BETA-1) 


P27448 


MUTATIVE SERINE/THREONINE-PROTEIN KINASE P78 


P19525 


INTERFERON-INDUCED, DOUBLE-STRANDED RNA-ACTIVATED PROTEIN 
KINASE (INTERFERON-INDUCIBLE RNA-DEPENDENT PROTEIN KINASE) (P68 
|KINASE) (P1/EIF-2A PROTEIN KINASE) 


P21127 


GALACTOSYLTRANSFERASE ASSOCIATED PROTEIN KINASE P58/GTA (CELL 
DIVISION CYCLE 2-LIKE 1) (CLK-1) (P58 CLK-1) 


P00540 


IPROTO-ONCOGENE SERINE/THREONINE-PROTEIN KINASE MOS (C-MOS) 


Q15746 


MYOSIN LIGHT CHAIN KINASE, SMOOTH MUSCLE AND NON-MUSCLE 
[ISOZYMES (MLCK) [CONTAINS: TELOKIN (KINASE RELATED PROTEIN) (KRP)] 


P29376 


LEUKOCYTE TYROSINE KINASE RECEPTOR PRECURSOR (PROTEIN 
ITYROSINE KINASE-1) 


P10721 


IMAST/STEM CELL GROWTH FACTOR RECEPTOR PRECURSOR (SCFR) 
(PROTO-ONCOGENE TYROSINE-PROTEIN KINASE KIT) (C-KIT) (CD117 
lANTIGEN) 


Q00532 


SERINE/THREONINE-PROTEIN KINASE KKIALRE (CYCLIN-DEPENDENT 
IKINASE-LIKE 1) 
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ockiinc/ i nrctLJiNiiNC-r'KtJ I fcIN (\INAbc KbUfcPTOR R3 PRECURSOR (SKR3) 
(ACTIVIN RECEPTOR-LIKE KINASE 1 ) (ALK-1 ) (TGF-B SUPERFAMILY 
RECEPTOR TYPE I) (TSR-I) 


075838 


KINASE INTERACTING PROTEIN 2 (KIP 2) 




uiMA-rrvLro IN I bKAO 1 INfc> PROTEIN (KINASE INTERACTING PROTEIN) (KIP) 
(CALCIUM AND INTEGRIN-BINDING PROTEIN) (CIB) (SNK INTERACTING 
PROTEIN 2-28) (SIP2-28} 


P14619 


CGMP-DEPENDENT PROTEIN KINASE 1, BETA ISOZYME (CGK 1 BETA) (CGKI- 
BETA) 


Q13976 


CGMP-DEPENDENT PROTEIN KINASE 1, ALPHA ISOZYME (CGK 1 ALPHA) 
(CGKI-ALPHA) 


Q13237 


CGMP-DEPENDENT PROTEIN KINASE 2 (CGK 2) (CGKII) (TYPE II CGMP- 
DEPENDENT PROTEIN KINASES ' 


Q13555 


CALCIUM/CALMODULIN-DEPENDENT PROTEIN KINASE TYPE II GAMMA CHAIN 
(CAM-KINASE II GAMMA CHAINS fCAMK-ll GAMMA <il IRI iNim 


Q13557 


CALCIUM/CALMODULIN-DEPFNDFNIT PROTFIN KIMA^F typp ii nm ta puiaim 
(CAM-KINASE II DELTA CHAIN) (CAMK-II, DELTA SUBUN1T) 


Q13554 


CALCIUM/CALMODULIN-DEPENDENT PROTFIN KIMAQP typp ii rpta c^i-iaim 
(CAM-KINASE II BETA CHAIN) (CAMK-II, BETA SUBUNIT) 


Q16566 


CALCIUM/CALMODUL1N-DFPFNDFNT PROTFIN KIMAQP tvpp »\/ patai \rrm 
CHAIN (CAM KINASE-GR) (CAMK IV) [CONTAINS: CALSPERMIN] 


Q14012 


CALCIUM/CALMODULIN-DEPENDFNIT PROTFIM KIMA^F TYPP l (r*At<A i/imaqp i\ 


P22612 


CAMP-DEPENDENT PROTEIN KINASE OAMMA-P ATAI YTir* Ql im imit t dk-a n 
GAMMA) 


P22694 


CAMP-DEPENDENT PROTEIN KINASE, BETA-CATALYTIC SUBUNIT (PKA C- 
BETA) 


P17612 


CAMP-DEPENDENT PROTEIN KINASE, ALPHA-CATALYTIC SUBUNIT (PKA C- 
ALPHA) 


P31323 


CAMP-DEPENDENT PROTEIN KINASE TYPE ll-BETA REGULATORY CHAIN 


P13861 


CAMP-DEPENDENT PROTEIN KINASE TYPE ll-ALPHA REGULATORY CHAIN 


no a qoi 


CAMP-DEPENDENT PROTEIN KINASE TYPE l-BETA REGULATORY CHAIN 




CAMP-DEPENDENT PROTEIN KINASE TYPE l-ALPHA REGULATORY CHAIN 
(TISSUE-SPECIFIC EXTINGUISHER-1) (TSE1) 


Q9UBS0 


RIBOSOMAL PROTEIN S6 KINASE BETA 2 (S6K-BETA 2) (70 KDA RIBOSOMAL 
PROTEIN So KINASE 2) (P70-S6KB) (P70 RIBOSOMAL S6 KINASE BETA) (P70 
S6KBETA) (S6K2) (S6 KINASE-RELATED KINASE) (SRK) (SERINE/THREONINE- 
PROTEIN KINASE 14 BETA) 




RIBOSOMAL PROTEIN S6 KINASE (S6K) (P70-S6K) 


Q9UK32 


RIBOSOMAL PROTEIN S6 KINASE ALPHA 6 (S6K-ALPHA 6) (90 KDA 
RIBOSOMAL PROTEIN S6 KINASE 6) (P90-RSK 6) (RIBOSOMAL S6 KINASE 4) 
(KSK-4) (PP90RSK4) 


P51812 


RIBOSOMAL PROTEIN S6 KINASE ALPHA 3 (S6K-ALPHA 3) (90 KDA 
RIBOSOMAL PROTEIN S6 KINASE 3) (P90-RSK 3) (RIBOSOMAL S6 KINASE 2) 
(RSK-2) (PP90RSK2) nNSULIN-STIMULATFn PROTFIM IflNAQF 1\ nQDtr -i\ 


Q15349 


RIBOSOMAL PROTEIN S6 KINASE ALPHA 2 (S6K-ALPHA 2) (90 KDA 
RIBOSOMAL PROTEIN S6 KINASE 2) (P90-RSK 2) (RIBOSOMAL S6 KINASE 3) 
(RSK-3) (PP90RSK3) 


Q15418 


RIBOSOMAL PROTEIN S6 KINASE ALPHA 1 (S6K-ALPHA 1) (90 KDA 
RIBOSOMAL PROTEIN S6 KINASE 1) (P90-RSK 1) (RIBOSOMAL S6 KINASE 1) 
(RSK-1)(PP90RSK1) 
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t^i^^ lift ^^^^^^^^^^^^^ft^^^^^^^^^^ ^^^S 


P52333 


TYROSINE-PROTEIN KINASE JAK3 (JANUS KINASE 3) (JAK-3) (LEUKOCYTE j 
JANUS KINASE) (L-JAK) 


P23458 


TYROSINE-PROTEIN KINASE JAK1 (JANUS KINASE 1) (JAK-1) 


Q08881 


TYROSINE-PROTEIN KINASE ITK/TSK (T-CELL-SPECIFIC KINASE) (TYROSINE- 
PROTEIN KINASE LYK) (KINASE EMT) 


Q9Y2B9 


CAMP-DEPENDENT PROTEIN KINASE INHIBITOR, GAMMA FORM (PKI-GAMMA) 




/"*AIV/!D HCDCKinCMT DDATCIM I/1MACC IKI 1_J ID ITAD Kilt \Ot~*% r/DDAIM ^/"xr^iiii /ni/l 

OAMr-utrENDENT PROTEIN KlNAbE INHIBITOR, MUSCLE/BRAIN FORM (PKI- 
ALPHA) 




IN 1 fcv^RIN-LlNKED PROTEIN KINASE 2 (ILK-2) 


Q13418 


INTEGRIN-LINKED PROTEIN KINASE 1 (ILK-1) (59 KDA SERINE/THREONINE 

DDHTCIM l/IMACC\ /ncfiii IS\ 

rKU 1 EIN KINASE) (P59ILK) 


vjyoi do 


ll/ADDAD l/IKIAOr ini r-XX A A/"»l ATm nnATriKI /il/l/ ax^-\» mi r— w 

IKAKPAB KINASE COMPLEX-ASSOCIATED PROTEIN (IKK COMPLEX- 
ASSOCIATED PROTEIN) (P150) 


rO/UOo 


UADAJinM A 1 1 \X 1 IODC/^1 It A ' I i_ rx iiri I Tl 1 K Vl/"xrx ACPA^lATrn i/ima^t 

nUKMUNALLY UPREGULATED NEU TUMOR-ASSOCIATED KINASE 
(SERINE/THREONINE PROTEIN KINASE MAK-NA fB19^ 


Q9UJY1 


SMALL STRESS PROTEIN-LIKE PROTEIN HSP22 (E2IG1 WPROTPIN KINASE 
H11) I 


Q9H2X6 


HOMEODOMAIN-INTERACTING PROTEIN KINASE 2 


P08631 


TYROSINE-PROTEIN KINASE HCK (P59-HCK AND P60-HCK) (HEMOPOIETIC 
CELL KINASE) 


P43250 


G PROTEIN-COUPLED RECEPTOR KINASE GRK6 


P34947 


G PROTEIN-COUPLED RECEPTOR KINASE GRK5 


P32298 


G PROTEIN-COUPLED RECEPTOR KINASE GRK4 flTM 


Q14397 


GLUCOKINASE REGULATORY PROTEIN (GLUCOKINASE REGULATOR) 


K14ol4 


□ DATCIM l/IMAPC f** CI IDCTBATC* on i^f™\ p>o/\ T'f" ifct ■ ir" ai f\/ /si lAitvt /rxi.x^x<%i i \ 

PROTEIN KINASE C SUBSTRATE, 80 KD PROTEIN, HEAVY CHAIN (PKCSH) 
(80K-H PROTEIN) 




PROTO-ONCOGENE TYROSINE-PROTEIN KINASE FYN (P59-FYN) (SYN) (SLK) 




XVDAOIKIC rxr*x/"X'>*i 'in l/IM AOI~ f— 1~ 1 \s /kii 1 /*xt a rx ■ ■ x/l— * ^"v fx i k ■ r"~ rxr*<^^ i i in i/iiia Ar 

1 YKOSINE-PROTEIN KINASE FRK (NUCLEAR TYROSINE PROTEIN KINASE 
RAK) 


Q9HA64 


HYPOTHETICAL FRUCTOSAMINP KINASP-LIKP PR OTP IN 
FLJ12171/DKFZP564D202 


P36888 


FL CYTOKINE RECEPTOR PRECURSOR /TYROSINE-PROTEIN KINASE 
RECEPTOR FLT3) (STEM CELL TYROSINE KINASE 1) (STK-1) (CD135 ANTIGEN) 


P09769 


PROTO-ONCOGENE TYROSINE-PROTEIN KINASE FGR fPBS-FGR'i fC-FGR^ 


P07332 


PROTO-ONCOGENE TYROSINE-PROTEIN KINASE FES/FPS (C-FES) 




fl f> /*"vT*/**\ AKt^AACMP TV/ ^X 1 k 1 rx n ^\ i i in i/ut a r>r* rr™rx /f™»r> ^i ^— ^ r*i \ /^x r™r~r^\ 

PROTO-ONCOGENE TYROSINE-PROTEIN KINASE FER (P94-FER) (C-FER) 


Q05397 


FOCAL ADHESION KINASE 1 (FADK 1) (PP125FAK) (PROTEIN-TYROSINE 

l/IMACC 0\ 

rxINAot 2) 


01 51 97 


EPHRIN TYPE-B RECEPTOR 6 PRECURSOR (TYROSINE-PROTEIN KINASE- 
UtrtO I IVE KECtPTOR EPH-6) (HEP) 


P54760 


EPHRIN TYPE-B RECEPTOR 4 PRECURSOR (TYROSINE-PROTEIN KINASE 
RECEPTOR HTK) 


Q15303 


ERBB-4 RECEPTOR PROTEIN-TYROSINE KINASE PRECURSOR (P180ERBB4) 
(TYROSINE KINASE-TYPE CELL SURFACE RECEPTOR HER4) 


P21860 


ERBB-3 RECEPTOR PROTEIN-TYROSINE KINASE PRECURSOR (TYROSINE 
KINASE-TYPE CELL SURFACE RECEPTOR HER3) 


P04626 


RECEPTOR PROTEIN-TYROSINE KINASE ERBB-2 PRECURSOR (P185ERBB2) 
(NEU PROTO-ONCOGENE) (C-ERBB-2) (TYROSINE KINASE-TYPE CELL 
SURFACE RECEPTOR HER2) (MLN 19) 
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P54753 


EPHRIN TYPE-B RFCFPTOR ^ PRFHI JR^OR /TYRD9IMP PROTPIM WIMAQP 
L ~ l i ii xi i N ■ i i i_ o rxc.w c_i I wix O rr\uwvjr\0\jr\ ^ I T r\UO 1 IN C"r r\U 1 CI IN ixllNrxOC 

RECEPTOR HEK-2) 


P29323 


EPHRIN TYPF-B RFPFPTHR 9 PRFP1 IR<3nR fTYROQIMP DRrYTCIM LflMACC 
' i ii xi i i r i— tJ r\u\y»Cr 1 Uf\ £~ i ixt-O \j rxOVJrx ^ 1 T r\xJOHNC""r r\U 1 CI IN ixllNr\OC 

RECEPTOR EPH-3) (DRT) (RECEPTOR PROTEIN-TYROSINE KINASE HEK5) 
(ERK) 


P54762 


FPHRIM TYPP-R RFPFPTHR 1 PRCpl IRQOR /TVDHQIMC DDHTCIM i/imacc 

RECEPTOR EPH-2) (NET) (HEK6) (ELK) 


P29322 


EPHRIN TYPE-A RECEPTOR 8 (TYROSINE-PROTEIN KINASE RECEPTOR EEK) 

fFPH-ANn Fl k-RPI ATFH k'IMAQF^ /MP^\ 
\t.rn*Mivu cuix-rxCuAA I CU l\ir»MoCj ^ntrvo ) 


Q15375 


EPHRIN TYPE-A RECEPTOR 7 PRECURSOR (TYROSINE-PROTEIN KINASE 

RFHFPTOR FHK-^ /PPM WOMPH OHiV k'IMAQC Q\ /DcncDTAD ddotcim 

TYROSINE KINASE HEK11) 




PPM RIM TYPF-A DCrCDTOD C DDCOI IDCHD /TVD^OIIVlC DDOTCIM I/IMAOC 

cr~nr\MN I irc-M r^cutr 1 vJK O rKtoUKoUK ( 1 YKvJoIInc-PKU 1 cIN KINAoc 
RECEPTOR EHK-1) (EPH HOMOLOGY KINASE-1) (RECEPTOR PROTEIN- 
TYROSINE KINASE HEK7) 


P54764 


EPHRIN TYPE-A RECEPTOR 4 PRECURSOR (TYROSINE-PROTEIN KINASE 
RECEPTOR SEK) (RECEPTOR PROTEIN-TYROSINE KINASE HEK8) 


P29320 


EPHRIN TYPE-A RECEPTOR 3 PRECURSOR (TYROSINE-PROTEIN KINASE 
RECEPTOR ETK1) (HEK) (HEK4) 


P29317 


EPHRIN TYPE-A RECEPTOR 2 PRECURSOR (TYROSINE-PROTEIN KINASE 
RECEPTOR ECK) (EPITHELIAL CELL KINASE) 


P21709 


EPHRIN TYPE-A RECEPTOR 1 PRECURSOR (TYROSINE-PROTEIN KINASE 
RECEPTOR EPH) 


Q9NVF9 


ETHANOLAMINE KINASE-LIKE PROTEIN EKI2 (FLJ10761) 


P20827 


EPHRIN-A1 PRECURSOR (EPH-RELATED RECEPTOR TYROSINE KINASE 

1 If^AWr* i Wl PRW_1"\ /IMMPril ATC CADI V DCODHMOC DDATCIM D£J-1\ /Tl iKAr\0 

LIOMInU I ) I ) ^llvllvl CLMM I C tAKLY KCoKvJlNoc r*KvV I CiN DOl ) ( I UMUK 

NECROSIS FACTOR, ALPHA-INDUCED PROTEIN 4) j 




HI IAI QPPf*IPirMTV DDHTCIM DUHCDUATACC Q fKJirTr\/~*CKt A r»TI\ /ATcn 

UUML orcuirlul I T r^KvJ I cIN rnUornA I Aot y (Ml I UCjcin-AO I IVATcD 
PROTEIN KINASE PHOSPHATASE 4) (MAP KINASE PHOSPHATASE 4) (MKP-4) 


Q16828 


DUAL SPECIFICITY PROTEIN PHOSPHATASE 6 (MITOG EN-ACTIVATED ! 
rKU I fcllM MIMAofc PntJoPHA lAoc 3) (MAP KINASE PHOSPHATASE 3) (MKP-3) 
(DUAL SPECIFICITY PROTEIN PHOSPHATASE PYST1) 


Q9Y463 


DUAL-SPECIFICITY TYROSINE-PHOSPHORYLATION REGULATED KINASE 1B 

fMIRk* PROTPIM k*IMAQC\ 
\IVIirxl\ "rxvJ 1 CI IN l\IINA\OCJ 


Q13627 


DUAL-SPECIFICITY TYROSINE-PHOSPHORYLATION REGULATED KINASE 1A 

/PPHTPIM Il*lklAOC HAIKIIDDAIHI LJ/— \ A J|nl /ft 4 K 1 ED /LIDOC\ /r\1 IAI ODCT/^ICI/^ITV 

^rr\«_/i tliM iminaoc miinibkaiin nUMULUva; (MNBH) (HPoo) (DUAL SPECIFICITY 
YAK1 -RELATED KINASE) 


P28562 


DUAL SPECIFICITY PROTEIN PHOSPHATASE 1 (MAP KINASE PHOSPHATASE- 
\) \wirxi~- i ) \r*r\\j i cum- i Yr\xVoll>lc r'rlvJor'rlA I Aot OLIUUJ (UUAL oKcolrlOl I Y 
PROTEIN PHOSPHATASE HVH1) 


Q09013 


MYOTONIN-PROTEIN KINASE (MYOTONIC DYSTROPHY PROTEIN KINASE) 
(MDPK) (DM-KINASE) (DMK) (DMPK) (MT-PK) 


Q16832 


DISCOIDIN DOMAIN RECEPTOR 2 PRECURSOR (RECEPTOR PROTEIN- 

TYRDQIMP I^IMAQP "TKT^ /TVPHQIMC DDHTCIM i/imacc t\/D/^ A C\\ 

i t rvvjoiiNC r\UNMoc 1 1\ 1 ) \ \ TKUollNc-"KvJ 1 cllN rxINAoc 1 YKaJ 
(NEUROTROPHIC TYROSINE KINASE, RECEPTOR-RELATED 3) 


Q08345 


EPITHELIAL DISCOIDIN DOMAIN RECEPTOR 1 PRECURSOR (TYROSINE- 
PROTEIN KINASE CAK) (CELL ADHESION KINASE) (TYROSINE KINASE DDR) 
(DISCOIDIN RECEPTOR TYROSINE KINASE) (TRK E) (PROTEIN-TYROSINE 
KINASE RTK 6) 


P53355 


DEATH-ASSOCIATED PROTEIN KINASE 1 (DAP KINASE 1) 


015075 


SERINE/THREONINE-PROTEIN KINASE DCAMKL1 (DOUBLECORTIN-LIKE AND 
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CAM KINASE-UKE 1) 


P41240 


TYROSINE-PROTEIN KINASE CSK (C-SRC KINASE) (PROTEIN-TYROSINE 
KINASE CYL) 


Q9NYV4 


CELL DIVISION CYCLE 2-RELATED PROTEIN KINASE 7 (CDC2-RELATED 
PROTEIN KINASE 7) (CRKRS) 


Q9H4B4 


CYTOKINE-INDUCIBLE SERINE/THREONINE-PROTEIN KINASE (FGF-INDUCIBLE 
KINASE) (PROLIFERATION-RELATED KINASE) 


P49761 (PROTEIN KINASE CLK3 


P49760 


PROTEIN KINASE CLK2 


r*H7 1 oy 


rKU 1 fcIN KINASE CLK1 (CLK) 


O96017 


SERINE/THREONINE-PROTEIN KINASE CHK2 (CDS1) 


OU757 


SERINE/THREONINE-PROTEIN KINASE CHK1 


Q16667 


CYCLIN-DEPENDENT KINASE INHIBITOR 3 (CDK2-ASSOCIATED DUAL 
SPECIFICITY PHOSPHATASE) (KINASE ASSOCIATED PHOSPHATASE) (CYCLIN- 
DEPENDENT KINASE INTERACTING PROTEIN 2) (CYCLIN-DEPENDENT KINASE 
INTERACTOR 1) 


Q14004 


CELL DIVISION CYCLE 2-LIKE PROTEIN KINASE 5 (CHOLIN ESTERASE- 
RELATED CELL DIVISION CONTROLLER) (CDC2-RELATED PROTEIN KINASE 5) 


Q15131 


CELL DIVISION PROTEIN KINASE 10 (SERINE/THREONINE-PROTEIN KINASE 

Diooi ni — \ 

rMooLRe) 


P50750 


CELL DIVISION PROTEIN KINASE 9 (SERINE/THREONINE-PROTEIN KINASE 
PITALRE) (C-2K) 


P49336 


CELL DIVISION PROTEIN KINASE 8 (PROTEIN KINASE K35) 


P50613 


CELL DIVISION PROTEIN KINASE 7 (CDK-ACTIVATING KINASE) (CAK) (39 KDA 
PROTEIN KINASE) (P39 M015) (STK1 ) (CAK1 ) 


Q00534 


CELL DIVISION PROTEIN KINASE 6 (SERINE/THREONINE-PROTEIN KINASE 
PLSTIRE) 


Q00535 


CELL DIVISION PROTEIN KINASE 5 (TAU PROTEIN KINASE II CATALYTIC 
SUBUNIT) (TPKII CATALYTIC SUBUNIT) (SERINE/THREONINE-PROTEIN KINASE 
PSSALRE) 


Q00526 


CELL DIVISION PROTEIN KINASE 3 


P24941 


CELL DIVISION PROTEIN KINASE 2 (P33 PROTEIN KINASE) 


01 451 9 


CYCLIN-DEPENDENT KINASE 2-ASSOCIATED PROTEIN 1 (CDK2-ASSOCIATED 
PROTEIN 1) (PUTATIVE ORAL CANCER SUPPRESSOR) (DELETED IN ORAL 
CANCER-1)(DOC-1) 


O0031 1 


CELL DIVISION CYCLE 7-RELATED PROTEIN KINASE (CDC7-RELATED KINASE) 
(HSCDC7) (HUCDC7) 


Q15078 


CYCLIN-DEPENDENT KINASE 5 ACTIVATOR 1 PRECURSOR (CDK5 ACTIVATOR 
1) (CYCLIN-DEPENDENT KINASE 5 REGULATORY SUBUNIT 1) (TAU PROTEIN 
KINASE II 23 KDA SUBUNIT) (TPKII REGULATORY SUBUNIT) (P23) (P25) (P35) 


P06493 


CELL DIVISION CONTROL PROTEIN 2 HOMOLOG (P34 PROTEIN KINASE) 
(CYCLIN-DEPENDENT KINASE 1) (CDK1) 


Q9UHJ6 


CARBOHYDRATE KINASE-LIKE PROTEIN 


043683 


MITOTIC CHECKPOINT SERINE/THREONINE-PROTEIN KINASE BUB1 (HBUB1) 
(BUB1A) 


060566 


MITOTIC CHECKPOINT SERINE/THREONINE-PROTEIN KINASE BUB1 BETA 
(HBUBR1) (MAD3/BUB1 -RELATED PROTEIN KINASE) (MITOTIC CHECKPOINT 
KINASE MAD3L) 


Q06187 


TYROSINE-PROTEIN KINASE BTK (BRUTON'S TYROSINE KINASE) j 
(AGAMMAGLOBULINAEMIA TYROSINE KINASE) (ATK) (B CELL PROGENITOR 
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P51813 


CYTOPLASMIC TYROSINE-PROTEIN KINASE BMX (BONE MARROW KINASE 
BMX) (EPITHELIAL AND ENDOTHELIAL TYROSINE KINASE) (ETK) (NTK38) 


P36894 


BONE MORPHOGENETIC PROTEIN RECEPTOR TYPE IA PRECURSOR 
(SERINE/THREONINE-PROTEIN KINASE RECEPTOR R5) (SKR5) (ACTIVIN 
RECEPTOR-LIKE KINASE 3) (ALK-o; 


P51451 


TYROSINE-PROTEIN KINASE BLK (B LYMPHOCYTE KINASE) (P55-BLK) 


Q04771 


ACTIVIN RECEPTOR TYPE 1 PRECURSOR (ACTR-I) (SERINE/THREONINE- 
PROTEIN KINASE RECEPTOR R1) (SKR1) (ACTIVIN RECEPTOR-LIKE KINASE 2) 

/At iv *">\ /"f/^*r o oi mr~nr" a ram v/ nt"^/— *c?i-iT/"\r3 Tvn c^ 1 i\ /too i\ 

(ALK-2) (TGr-B SUPERFAMILY RECEPTOR TYPE 1) (TSR-I) \ 


Q13315 


SERINE-PROTEIN KINASE ATM (ATAXIA TELANGIECTASIA MUTATED) (A-T, 

Rill inr* a 'it* I— % \ 

MUTATED) 


P35626 


BETA-ADRENERGIC RECEPTOR KINASE 2 (BETA-ARK-2) (G-PROTEIN 
COUPLED RECEPTOR KINASE 3) 


P25098 


BETA-ADRENERGIC RECEPTOR KINASE 1 (BETA-ARK-1) (G-PROTEIN 
COUPLED RECEPTOR KINASE 2) 


P57078 


SERINE/THREONINE-PROTEIN KINASE ANKRD3 (ANKYRIN REPEAT DOMAIN 
PROTEIN 3) 


Q9Y243 


RAC-GAMMA SERINE/THREONINE PROTEIN KINASE (RAC-PK-GAMMA) 
(PROTEIN KINASE AKT-3) (PROTEIN KINASE B. GAMMA) (PKB GAMMA) 


P31751 


RAC-BETA SERINE/THREONINE PROTEIN KINASE (RAC-PK-BETA) (PROTEIN 
KINASE AKT-2) (PROTEIN KINASE B, BETA) (PKB BETA) 


Q02952 


A-KINASE ANCHOR PROTEIN 12 (A-KINASE ANCHOR PROTEIN 250 KDA) (AKAP 
250) (MYASTHENIA GRAVIS AUTOANTIGEN GRAVIN) 


Q99996 


A KINASE ANCHOR PROTEIN 9 (PROTEIN KINASE A ANCHORING PROTEIN 9) 
(PRKA9) (A-KINASE ANCHOR PROTEIN 450 KDA) (AKAP 450) (A-KINASE 
ANCHOR PROTEIN 350 KDA) (AKAP 350) (HGAKAP 350) (AKAP 120 LIKE 
PROTEIN) (HYPERION PROTEIN) (YOTIAO PROTEIN) (CENTROS 


043823 


A-KINASE ANCHOR PROTEIN 8 (A-KINASE ANCHOR PROTEIN 95 KDA) (AKAP 
95) 


043687 


A-KINASE ANCHOR PROTEIN 7 (A-KINASE ANCHOR PROTEIN 9 KDA) 


Q13023 


A KINASE ANCHOR PROTEIN 6 (PROTEIN KINASE A ANCHORING PROTEIN 6) 
(PRKA6) (A-KINASE ANCHOR PROTEIN 100 KDA) (AKAP 100) (MAKAP) 


P24588 


A-KINASE ANCHOR PROTEIN 5 (A-KINASE ANCHOR PROTEIN 79 KDA) (AKAP 
79) (CAMP-DEPENDENT PROTEIN KINASE REGULATORY SUBUNIT II HIGH 
AFFINITY BINDING PROTEIN) (H21) 


075969 


A KINASE ANCHOR PROTEIN 3 (PROTEIN KINASE A ANCHORING PROTEIN 3) 
(PRKA3) (A-KINASE ANCHOR PROTEIN 110 KDA) (AKAP 110) (SPERM OOCYTE 
BINDING PROTEIN) (FIBROUSHEATHIN I) (FIBROUS SHEATH PROTEIN OF 95 
KDA) (FSP95) 


Q9Y2D5 


A KINASE ANCHOR PROTEIN 2 (PROTEIN KINASE A ANCHORING PROTEIN 2) 
(PRKA2) 


Q92667 


A KINASE ANCHOR PROTEIN 1 . MITOCHONDRIAL PRECURSOR (PROTEIN 
KINASE A ANCHORING PROTEIN 1) (PRKA1) (A-KINASE ANCHOR PROTEIN 149 
KDA) (AKAP 149) (DUAL SPECIFICITY A-KINASE ANCHORING PROTEIN 1) (D- 
AKAP-1) (SPERMATID A-KINASE ANCHOR PROTEIN 84) (S- 


Q9UKA4 


A KINASE ANCHOR PROTEIN 1 1 (PROTEIN KINASE A ANCHORING PROTEIN 
1 1) (PRKA11) (A KINASE ANCHOR PROTEIN 220 KDA) (AKAP 220) (HAKAP220) 


043572 |A KINASE ANCHOR PROTEIN 10, MITOCHONDRIAL PRECURSOR (PROTEIN 
KINASE A ANCHORING PROTEIN 10) (PRKA10) (DUAL SPECIFICITY A-KINASE 
ANCHORING PROTEIN 2) (D-AKAP-2) 
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P42684 


TYROSINE-PROTEIN KINASE ABL2 (TYROSINE KINASE ARG) 


ruuo i y 


PROTO-ONCOGENE TYROSINE-PROTEIN KINASE ABL1 (P150) (C-ABL) 




S'-AMP-ACTIVATED PROTEIN KINASE, GAMMA-3 SUBUNIT (AMPK GAMMA-3 
CHAIN) (AMPK GAM M A3) 




5'-AMP-ACTIVATED PROTEIN KINASE, GAMMA-2 SUBUNIT (AMPK GAMMA-2 
CHAIN) (AMPK GAMMA2) (H91620P) 

1 mm \m ■ ^ m \t \9 w V ■ I X \m0M AM tilt If Jmrnm m 11 ■ w 1 WfaVI M 




5'-AMP-ACTIVATED PROTEIN KINASE, GAMMA-1 SUBUNIT (AMPK GAMMA-1 
CHAIN) (AMPKG) 


043741 


5'-AMP-ACTIVATED PROTEIN KINASE, BETA-2 SUBUNIT (AMPK BETA-2 CHAIN) 


Q9Y478 


C" AMD APTIVATCn DDDTCIM I^IMACC QCT A i CI IQI IMIT / AHDU' BETA -f PUAIM\ 

O-Alvlr'-AO 1 IVAI tu rKU 1 fcllM MIMAot, ofclA-i oUbUNI 1 (AMr'rv tsfc 1 A- i OnAINJ 
(AMPKB) 


P54646 


5'-AMP-ACTIVATED PROTEIN KINASE. CATALYTIC ALPHA-2 CHAIN (AMPK 
ALPHA-2 CHAIN) 


Q13131 


5'-AMP-ACTIVATED PROTEIN KINASE, CATALYTIC ALPHA-1 CHAIN (AMPK 
ALPHA- 1 CHAIN) 


P42655 


14-3-3 PROTEIN EPSILON (MITOCHONDRIAL IMPORT STIMULATION FACTOR L 
SUBUNIT) (PROTEIN KINASE C INHIBITOR PROTEIN-1) (KCIP-1) (14-3-3E) 


P31946 


14-3-3 PROTEIN BETA/ALPHA (PROTEIN KINASE C INHIBITOR PROTEIN-1) 
(KCIP-1) (PROTEIN 1054) 
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Table 2 

This is a list of substrates as available from Upstate. 

http://www.upstatexom^^^ 1 53%3B#Kinasel 



EAIYAAPFAKKK 




AMPK ; 1 


Rat i 


AMAR A AS AAAIARRR ____ Jg&SMBaSP*mm 




Human 


CAIYAAPF-ARKK 






K RRA5LG « 


NEW! i^xt - " - 


Human 


KKSRGDYMTMQK3 ^ jwwHWwna« 


Blk , 


Mouse ^i 


poIv6Iu:Tvr ^ 


Nl W! Bmx 


Human 






R^mM 


KK I N RT L SV A : J j||ffl| 




KKLMRTLSVA - — 




HfstdneHl • 'i-.^iv^te;^:^^ ! ■ ^ •'"u* 






Histone HI ^^^^^^ 






Histone HI . ( . .. 


fgSgnggSBgaMHMMM 




Histone ^^^^ - " <''•••' 






HistoneHl ' ^ ^ ^ , m (- 






Histone Hi) 5 ' ■ ' • 1 






peptide 


CHK1 


Human 


KKKVSRSC LYRSPSMpENLNRf & ^^^^ 


CHK2i i 


Human 


Kl f /i R ?GI -V PSl IP1 Nl NRI ' 


CK J 




KRRRAtSCol JA 5LPGI i^'r 


CR2 ?•' . ■ 


Human 


F RRDDD .1 >D ( . , 


C-RAF 


Human 


MBP * s 


CSK 


Human 5 


POlvGltftT^ ,L|. : . 




Human 


K SfEH IGE GTYGWYK ^^W^^m^S^M 




Human 




IH3FR3 


Human 




NEW1 FH3 i i': • : ; S >:'r£ d • i ^ 


Human 


EA3TYAAPFAKKK , | 


ftyn 


Human 


KVEKIGEGTYGVVYK ' : 


JSIEWl C SK3o 


Human 




GSK30 


Human 




IGF-1R • ■ 


Human 'h 


KKKSPGEYVNIEFG 


XKKa IJj.r :: !HP;? : '$S!:; : iiHn" = : 


Human 


peptide >.iUfrikiii! ,,■ 


1 S • 


Human 


peptide HW^h'^C-lHHIi • • •'. 


*R 






^(lai « 




1- Ansa ii * ^ IH 1 HI IHiUi^ ? ;^ ^ ^ -.\m =H^^-''!^fM^ 


JN* 2 i2 


m San 


fSS5 1 ' 
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I3NK3 


/fill 


•Rati/Nv. 


D< Dtid 5 








1 Lck ; 




Human 


KVI KME&TYGVVYK 








1 NEWl 


Human 


DOlvGknTVr ^ : i .\.;\.Vf--i-!i.Hli 








Jtvi 


Mouse 




iMAPKl 








, •' .til 




Imam 


iHum&tii'lil, 








• .; 1 


imapi« 


■ 




MBP 








IMAPKAP-K2 


UtitHIHHIIIIIIIfilttG 


;Rat 


KKLNRTISVA . ^ || ffi 









l3!ISS!aiX!aSBHBBBBBBIIIin^^ 



Human 



SAPK201 



Human 



Humany 



(PAK2 



luman 
fur 
Juman 
Humaiv 
Human 



long S« ^epticte MplillliM ■ •" • 



Bwfti&ih 



-RRASLG ^ : /:: ; H':; :-- t ' ^ ;=.,ii>i^:..A^^ , v^' "r; •■ •^Hli>1li ll! #: i: 4lti :s 



PICA 



Human 



Human 



\PKBB I >l i ' Liki 



Human 



NEW! PKBgamma 



PKGMffiMMir : - 



Human 



Histone Hi 



KC daita 
KEWi PKC eta 
NIEWI PKCtota 



■tuinari 
Hitman 

ff 

man 
man 
Human 



Historic hi ^^^^^^^y^Hffi^^ 

H^Sn^5?S S * ^ 3 w m ; y 2 ■ I J B i - ' B ' " 

gRMRPRKRQGSVRRItV » - H^-ii ^IHiimffli 



NEW! PKG mil 



Httmah 



PKce 



Human 



NEWl PKP2 



PRAK - £l \ l M '.'Wi II, -^.y 



Hugtatv 



Humari: 



AKRRRLSSLRA r n.-;:, ]l ^ ' - h- ^;:u Hill M : -IT ! i jr;-; ^ ; : : ! M ^ ^ r ^ ' 



Hurrtaijr 



ROCK^It t ^ 



long S6 ; t>ebtldfeij MM k M ; 



NEW! Rskl 



Human 



KKKNRTLSVA s f 



Rskii 



Human 



wSmTtSViV"" ^^^^^^^^^^^^^^^^^^ 



jftirtfati 
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3APK2b 


Human ii 


Ml P 




SAPK3 -'vrJ:!; 


Human a 


MBP -TMJ': :'!hi(|jiii. ' • ■ •• ' v- : 




SAPK4 




Human 


MBP 




s ;* 


Human?^ 


SRPRT! SFAE iKI 






' um : iy.| 


CM 


polvGlusTvi ' 




^^^^ r 




.p lvG!u:Tvi 


Si -1 m, fj !i 


NEW rrkB 


H i rtii ri 


l crfvGIu 1 ft 




ZAP 70 




Human v 


pi IvGJ :Tyi 


r 






m-mm 





